Bacterial biofilms adhere to all oral surfaces and may alter or degrade them. For investigations of the oral biofilm, growing on new restorative dental biomaterials, sterilized dental enamel surfaces as natural, control, and reference materials are used. A novel method for disinfection and sterilization of surfaces is low-pressure plasma (LPP) sterilization, which is a nondestructive and nontoxic technology. The roughness of the dental enamel surface was determined before and after LPP sterilization. Enamel discs were placed in dental splints and worn for five days in vivo. Oral biofilm was fixed for scanning electron microscopy (SEM). Biofilms growing in vitro were characterized microbiologically before and after sterilization and examined by confocal laser scanning microscopy (CLSM). Microbiology demonstrated that various bacterial strains were present in the biofilms. SEM showed multiple layers of densely packed bacteria, and CLSM demonstrated that the biofilm contained live and dead bacteria. After LPP sterilization, no biofilm could be detected, and the enamel surface remained unaltered. It may be concluded that LPP sterilization is an effective, nondestructive method for disinfection of enamel before application in the oral cavity. LPP sterilization may be suitable for sterilization of dental materials without altering their surfaces.
Introduction
All oral surfaces, natural or artificial, are covered by bacterial biofilms, which are essential for oral health [1] and influence the lifespan of dental restorations [2] . Oral biofilms are composed of various different bacterial species which are functionally organized in layers [3] . The composition of the bacterial oral biofilms is dependent from the host and the surface on which they are growing [2] [3] [4] [5] [6] . They adhere to their surfaces and bacterial metabolism alters the underlying surfaces. Destruction of dental restorations by biofilms is the main reason for their replacement. Therefore, modern dental materials should have less affinity to plaque development or even inhibit biofilm growth [7, 8] .
Development of modern dental materials implicates research about biofilm growth and composition on these materials. In situ investigations on oral biofilms with nondestructive methods are almost impossible. Biofilms are investigated using microbiological methods, scanning electron microscopy (SEM), or confocal laser scanning microscopy (CLSM) [2] . To investigate biofilm growth on various materials they are mounted on devices which are worn in the mouth for a defined period of time. Prior to the experiments there is a need to sterilize the specimens. Sterilization of dental specimens is crucial because the sterilization process should not be toxic or alter the surface. Therefore, the physical or the chemical parameters of the materials to be investigated. However, commonly used disinfection and sterilization methods for microbial inactivation include high temperatures, chemicals, or ionizing radiation, which alter the material's surface [9] .
Physical and chemical disinfection displays an outstanding role in managing biofilms, often with differential achievements [10, 11] . Commonly used chemical disinfectants in dental unit waterlines in vitro include treatments with sodium hypochloride (NaOCl), hydrogen peroxide (H 2 O 2 ), chlorine dioxide or acids such as paracetic, citric, and ethyenediaminetetraacetic acids as well as with the highly efficient substances chlorine and peracetic acid. More gentle techniques imply treatments with enzymes [10, 12] , ultraviolet C [13] , photodynamic therapies [14] , the use of electrolyzed water [15] , or oxidants [16] . Applications of most methods may change surfaces and their chemical and physical properties on the one hand or may be not highly efficient in biofilm eradication on the other hand.
A novel and promising method for disinfection and sterilization of surfaces is low pressure plasma sterilization which is a nondestructive and nontoxic technology [17] [18] [19] [20] [21] [22] . Plasma, often called the fourth-state of matter, is a partly ionized gas. Due its special characteristics, plasmas generate different components (i.e., UV radiation and radicals) which interact with biological samples and lead to their inactivation. By carefully tuning the plasma discharge, even sensitive materials can be sterilized.
It was the aim of this study to investigate the efficiency of low-pressure plasma for sterilization of oral biofilms on human enamel and the effects on surface alterations.
Material and Methods

Study Design
Enamel discs of 3 mm diameter were prepared from caries free for orthodontic reasons extracted human teeth. Tooth extraction and the use of the teeth were approved by the ethics committee of Witten/Herdecke University (116/2013). All patients gave their informed written and verbal consent for the use of the teeth. Prior to the use of the enamel discs within the oral cavity they were sterilized by plasma sterilization. Four enamel discs were fixed on a bite splint and worn by a volunteer for five days each in each experimental cycle. This protocol was also approved by the ethics committee of Witten/Herdecke University (15/2016 ). Details about the study protocol are depicted in Figure 1 . Additional controls of single bacterial strains were carried out in a second experimental control. The bite splint with enamel discs was worn for another five days to grow new biofilm for selection of specific bacterial strains to test their resistance to plasma sterilization. This protocol is depicted in Figure 2 . 
Electron Microscopy (SEM)
For SEM analysis the biofilms were fixed in 2.5% glutaraldehyde containing 1% polyvinylpyrolidon. They were then processed for extracellular matrix presentation [23] . They were subjected to SEM with a Zeiss Sigma VP scanning electron microscope (Zeiss, Oberkochen, Germany) at 1.5 kV acceleration voltages using the in lens detector. The surface of the enamel discs before and after plasma sterilization was investigated at 20 kV with the secondary electron detector. Prior to SEM investigation they were sputtered with gold palladium. 
For SEM analysis the biofilms were fixed in 2.5% glutaraldehyde containing 1% polyvinylpyrolidon. They were then processed for extracellular matrix presentation [23] . They were subjected to SEM with a Zeiss Sigma VP scanning electron microscope (Zeiss, Oberkochen, Germany) at 1.5 kV acceleration voltages using the in lens detector. The surface of the enamel discs before and after plasma sterilization was investigated at 20 kV with the secondary electron detector. Prior to SEM investigation they were sputtered with gold palladium.
Laser Scanning Microscopy
For laser scanning microscopy (CLSM) the biofilms were stored in 0.9% NaCL at 4 • C until use. Prior to microscopy they were stained with backlight live/dead staining (Molecular Probes ® Invitrogen, Life Technologies, Darmstadt, Germany) according to the manufacturer's instructions. The specimens were then investigated with a Leica TCS SP5 Laser-Scanning-Microscope (Leica Microsystems, Wetzlar, Germany) to distinguish live and dead bacteria within the biofilms.
Surface Roughness Determination
The surface roughness was measured before and after plasma sterilization using a high-resolution, three-dimensional, optical surface measurement device (Infinite Focus G3, Alicona Imaging GmbH, Grambach, Austria). The roughness was measured within five randomly selected areas of uniform size (50 × 50 µm 2 ), resulting in 20 measurements per enamel surface. The mean area roughness value (Sa) was used for statistical comparison.
Plasma Sterilization
For plasma treatment, a capacitive coupled plasma system was used driven at a very high frequency (VHF-CCP) [24] [25] [26] . The samples were placed inside a sterilization chamber which was evacuated to 10 Pa. As process gas, either oxygen with a flux of 20 sccm (standard cubic centimeter per second) or hydrogen and oxygen in a mixture of 10:10 sccm was used. The plasma was driven by applying a power of 200 W for 3 min. After plasma treatment, the system was vented and the samples removed from the plasma system.
Microbiology
Prior to microbiological analysis the discs with biofilm were frozen at −20 • C and stored until further use. Considering identical biofilm formation and microorganisms nidation nontreated and sterilized discs were inoculated in tubes filled with liquid nutrient bouillon (Heipha Müller, Eppelheim, Germany) up to the top edge under identical conditions. Samples were shaken intensively but cautiously for up to 15 min avoiding additional oxygen injection. Thereby existing microorganisms were detached from the disc surfaces. An aliquot of the suspension was plated onto Columbia blood agar plates (Oxoid, Munich, Germany) followed by incubation under anaerobic conditions (using AnaeroGen, Merck, Germany) at 36 • C for 7 days. The bouillon was incubated under aerobic conditions at 36 • C up to 7 days following a method for sterilization verification referring to DIN EN ISO 11138 [27] . Turbidity in the bouillon tubes pointed to bacterial growth which was confirmed by plating aliquots of the nutrients on Luria broth (Roth, Karlsruhe, Germany) as well as on Columbia blood agar plates. Cultures were subcultivated to pure isolates under anaerobic and aerobic conditions. Morphologically nonuniform microorganisms were identified at species level using the biotyping method (Bruker Daltonics, Bremen, Germany).
Statistical Analysis
The mean Sa value was calculated for each enamel surface. The mean values of each enamel disc before and after sterilization were compared using the nonparametric Wilcoxon signed-rank test for related variables. Comparison between the different sterilization plasmas was performed with the nonparametric Wilcoxon-Mann-Whitney test and post hoc Bonferroni adjustment. Descriptive statistics are presented as boxplots. All calculations were performed using Graphpad Prism (Graphpad software Ver. 7, San Diego, CA, USA) statistical software.
Results
Scanning Electron Microscopy (SEM)
The nontreated enamel discs showed a smooth surface with some single pits (Figure 3a ). After plasma sterilization with H 2 /O 2 no changes in the surface texture could be observed (Figure 3b ). Plasma sterilization with O 2 resulted in a rougher surface with an increase in small pits (Figure 3c ). After five days a biofilm had formed on the enamel surface with various different bacteria including cocci, rods, and spirals mainly on the biofilm surface (Figure 4) . The cross-section of the biofilm demonstrated different stratification of the biofilm in different areas. In all areas a basic organic matrix layer was found (Figures 5 and 6 ). Above the organic matrix varying layers of bacteria could be seen. At the bottom of the biofilm bacteria which were connected by intercellular junctions were predominant in both biofilm cross-sections (Figures 5b and 6b) . The middle layer in the first cross-section showed densely packed rods and cocci (Figure 5c ) and the surface layer showed loosely arranged cocci with some extracellular matrix (Figure 5d ). The second cross-section showed densely packed bacteria within a thick extracellular matrix (Figure 6c ). The superficial layer contained rods, cocci and spirals which were only loosely connected Figure 6d ).
The nontreated enamel discs showed a smooth surface with some single pits (Figure 3a) . After plasma sterilization with H2/O2 no changes in the surface texture could be observed (Figure 3b ). Plasma sterilization with O2 resulted in a rougher surface with an increase in small pits (Figure 3c) .
After five days a biofilm had formed on the enamel surface with various different bacteria including cocci, rods, and spirals mainly on the biofilm surface (Figure 4) . The cross-section of the biofilm demonstrated different stratification of the biofilm in different areas. In all areas a basic organic matrix layer was found (Figures 5 and 6 ). Above the organic matrix varying layers of bacteria could be seen. At the bottom of the biofilm bacteria which were connected by intercellular junctions were predominant in both biofilm cross-sections (Figures 5b and 6b) . The middle layer in the first cross-section showed densely packed rods and cocci (Figure 5c ) and the surface layer showed loosely arranged cocci with some extracellular matrix (Figure 5d ). The second cross-section showed densely packed bacteria within a thick extracellular matrix (Figure 6c) . The superficial layer contained rods, cocci and spirals which were only loosely connected Figure 6d) . 
Laser Scanning Microscopy (CLSM)
CLSM of live and dead bacteria showed scattered areas with either live or dead bacteria. Live and dead bacteria were not equally distributed in the biofilm (Figure 7 ).
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CLSM of live and dead bacteria showed scattered areas with either live or dead bacteria. Live and dead bacteria were not equally distributed in the biofilm (Figure 7 ). 
Microbiology
Biofilm formation on disks came up under identical incubation conditions. Considering very similar bacterial contamination one disk was sterilized the other one was untreated. Bacterial growth was demonstrated on nontreated discs counting for cocci-and rod-shaped bacteria after aerobic cultivation. This comprised, among others, Streptococcus oralis and Staphylococcus hominis in increased numbers and a single Neisseria spp. colony (Table 1) . Interestingly, three species-Veillonella spp., Porphyromonas spp. and Prevotella spp.-were identified after anaerobic incubation, but bacterial growth was minimal which might be due to the use of the detaching method from the surfaces as a total oxygen entry could not be avoided. In contrast however, discs after plasma sterilization provoked no detected bacterial growth, pointed out by turbidity measurement in nutrient bouillon under aerobic growth conditions even after a 7-day incubation period and by anaerobic incubation on agar plates. 
Discussion
Oral biofilms are complex systems of bacteria adhering to the oral surfaces [28] . They are the important biological characteristics of the surfaces of the oral cavity and have protective and destroying functions. On one hand, biofilms are important for the maintenance of oral health [29] ], on the other hand, they may be destructive for human teeth [28] as well as restorative dental materials. All oral surfaces are covered by biofilms which are varying in the different areas [30] . Therefore, it is important to know which material promotes which biofilm and if the biofilm is destructive for the material. Oral bacteria have different shapes and sizes which include cocci, rod, and helical/spiral which probably allow them better adaptation to the surfaces. For instance, rod shapes may allow bacteria to attach more readily in flat environments with high shear stress (e.g., in flowing water). Cocci may have access to small pores, creating more attachment sites per cell and hiding themselves from external shear forces. Physical and chemical surface properties are influencing the structure and composition of biofilms [2, [4] [5] [6] .
Medical devices may be categorized into three different groups. The first are the critical devices which must be sterile before application. The second are the semicritical devices which are in contact with mucous membranes such as the oral cavity and the third are the noncritical devices which are in contact with skin [9] . Dental materials belong to the second or third group and have to be decontaminated or sterilized before application. It is a prerequisite for dental materials that their surface properties are not altered after disinfection or sterilization. Increased surface roughness promotes biofilm formation [31] . The influence of the biofilm development on material surfaces and their destructive effect can be investigated experimentally. For this often material specimens are mounted on dental devices and worn by subjects for a certain time. As control material usually human enamel is used. In this study dental enamel has been used as experimental material to test the effects of plasma sterilization on the enamel surface using either oxygen or a mixture of hydrogen and oxygen as process gas.
Several studies demonstrated that other sterilization methods are effective to remove the biofilm of the enamel surface [32] [33] [34] . Autoclaving has been shown to demineralize the enamel surface. So far the best method seemed to be gamma irritation [32, 33] . Capacitive coupled very high frequency plasma sterilization (VHF-CCP) is a novel method for decontamination and sterilization of medical devices [24] [25] [26] . So far, this method has been tested to inactivate proteins, bacterial spores, and fungal spores [24] [25] [26] 35] . However, the sterilization and removal of complex biofilms such as oral biofilms on dental materials have not yet been tested with this method. The results of this study showed that plasma sterilization application completely removed the oral biofilm without altering the enamel surface.
Conclusions
It may be concluded from this study that plasma sterilization is a nondestructive, effective method for disinfection or sterilization of dental materials before application in the oral cavity. It is a quick, nondestructive method of sterilization and may be used for dental materials before they are placed into the oral cavity.
